Agency decided to investigate all Denmark heater-cooler units (HCUs) and to increase the awareness of symptoms of M. chimaera infections in patients who had undergone open chest heart surgery previously. The 5 local hospital's infection prevention and control units, surgeons, perfusionists, and other relevant staff were specifically recruited, participated in network meetings, and were provided with instructions on how to sample water and biofilm from the HCUs. In return, Statens Serum Institut and the Danish Medicines Agency gained helpful information on the number and models of HCUs used throughout the country.
the 3 sediment aliquots were used for qualitative culture and the remaining aliquot for quantitative culture on a filter. A portion from each of the 2 aliquots was inoculated separately into a mycobacterium growth indicator tube (Becton Dickinson, Sparks, MD, USA) and a Löwenstein-Jensen tube (SSI Diagnostica, Copenhagen, Denmark). The remaining portion of the 2 aliquots were kept in the refrigerator as a backup if the culture was contaminated. The third aliquot was frozen for later quantitative culture. To quantitate, the frozen aliquots were thawed and diluted with 100 mL of phosphate buffer and passed through a MicroFunnel 300 black membrane filter with a 0.45-µm pore size (Pall Corporation, Westborough, MA, USA). The filter was put on Middlebrook 7H11 agar and incubated at 30°C for 8 weeks.
Identification
The growing mycobacteria were identified using GenoType CM line probe assay (Hain Lifescience, Nehren, Germany) as a screening test. If the test result was positive for M.
intracellulare, we then performed internal transcribed spacer (ITS) sequencing (1,2). 
Whole-Genome Sequencing
In brief, 1 mL of a culture enriched in Dubos broth (SSI Diagnostika, Hilleroed, Denmark) was centrifuged at 13,000 rpm for 10 min, the supernatant removed, and the pellet resuspended in 300 µL TE buffer (0.01 M Tris-HCl, 0.001 M EDTA, pH 8.0). The resuspended pellets were heated at 80°C for 20 min to kill the cells and incubated with 50 µL of 10 mg/mL lysozyme for 24 h at 37°C on a Thermomixer C (Eppendorf, Hamburg, Germany). Then 70 µL of 10% sodium dodecyl sulfate and 5 µL of 10 mg/mL proteinase K were added, and the mixture was incubated for 10 min at 65°C. Next, 100 µL of 5 M NaCl and 100 µL of N-cetyl-N,N,Ntrimethyl ammonium bromide/NaCl was added. The tubes were vortexed briefly and incubated for 10 min at 65°C. An equal volume of chloroform/isoamyl alcohol (24:1, vol/vol) was added, the mixture was vortexed for 10 s, and centrifuged at 13,000 rpm for 10 min. Afterwards, 0.6 volume of isopropanol was added to the supernatant to precipitate the DNA. The tubes were left overnight at -20°C and centrifuged for 15 min; the pellet was washed once with 70% ethanol, air-dried, and redissolved in 20 µL of TE buffer.
DNA was normalized to a concentration of 0.5 ng/µL using a Biomek NX Lab Automation Workstation (Beckman Coulter, Indianapolis, IN, USA). DNA libraries were generated using a Nextera XT DNA preparation kit (Illumina, Inc., San Diego, CA, USA) according to the manufacturer's instructions but diluted an extra 4-fold before being loaded on to the NextSeq 500 platform (Illumina Inc.) with 2 × 150 bp paired-end chemistry.
Paired-end Illumina reads were end-trimmed (base-quality >Q3; minimum end-trimmed length >35 bp) and filtered using Trimmomatic 
